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(57) Abstract 



The present invention is directed to novel polypeptides and to nucleic acid molecules encoding those polypeptides. Also provided 
herein are vectors and host cells comprising those nucleic acid sequences, chimeric polypeptide molecules comprising the polypeptides of 
the present invention fused to heterologous polypeptide sequences, antibodies which bind to the polypeptides of the present invention and 
to methods for producing the polypeptides of the present invention. 
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salmon sperm DNA, followed by washing the filters in 1 x SSC at about 37-50°C. The skilled artisan will 
recognize how to adjust the temperature, ionic strength, etc. , as necessary to accommodate factors such as probe 
length and the like. 

"Southern analysis" or "Southern blotting" is a method by which the presence of DNA sequences in a 
restriction endonuclease digest of DNA or a DNA-containing composition is confirmed by hybridization to a 
5 known, labeled oligonucleotide or DNA fragment. Southern analysis typically involves electrophoretic 
separation of DNA digests on agarose gels, denaturation of the DNA after electrophoretic separation, and 
transfer of the DNA to nitrocellulose, nylon, or another suitable membrane support for analysis with a 
radiolabeled, biotinylated, or enzyme-labeled probe as described in sections 9.37-9.52 of Sambrook et aL, 
Molecular Cloning: A Laboratory Manual fNew York: Cold Spring Harbor Laboratory Press, 1989). 

10 "Northern analysis" or "Northern blotting" is a method used to identify RNA sequences that hybridize 

to a known probe such as an oligonucleotide, DNA fragment, cDNA or fragment thereof, or RNA fragment. 
The probe is labeled with a radioisotope such as 33 P, or by biotinylation, or with an enzyme. The RNA to be 
analyzed is usually electrophoretically separated on an agarose or poly aery lamide gel, transferred to 
nitrocellulose, nylon, or other suitable membrane, and hybridized with the probe, using standard techniques well 

15 known in the art such as those described in sections 7.39-7.52 of Sambrook et aL , supra. 

As used herein, the term "immunoadhesin" designates antibody-like molecules which combine the 
binding specificity of a heterologous protein (an "adhesin") with the effector functions of immunoglobulin 
constant domains. Structurally, the immunoadhesins comprise a fusion of an amino acid sequence with the 
desired binding specificity which is other than the antigen recognition and binding site of an antibody (i.e., is 

20 "heterologous"), and an immunoglobulin constant domain sequence. The adhesin part of an immunoadhesin 
molecule typically is a contiguous amino acid sequence comprising at least the binding site of a receptor or a 
ligand. The immunoglobulin constant domain sequence in the immunoadhesin may be obtained from any 
immunoglobulin, such as IgG-1, IgG-2, IgG-3, or IgG-4 subtypes, IgA (including IgA-1 and IgA-2), IgE, IgD 
or IgM. 

25 "Chronic" administration refers to administration of the agent(s) in a continuous mode as opposed to 

an acute mode, so as to maintain the initial therapeutic effect (activity) for an extended period of time, 
"intermittent" administration is treatment that is not consecutively done without interruption, but rather is cyclic 
in nature. 

Administration "in combination with" one or more further therapeutic agents includes simultaneous 
30 (concurrent) and consecutive administration in any order. 

As used herein, "vascular endothelial cell growth factor-E," or "VEGF-E," refers to a mammalian 
growth factor as described herein, including the human amino acid sequence of Figure 207, a sequence which 
has homology to VEGF and bone morphogenetic protein 1 and which includes complete conservation of all 
VEGF cysteine residues, which have been shown to be required for biological activity of VEGF. VEGF-E 
35 expression includes expression in human fetal bone, thymus, and the gastrointestinal tract. The biological 
activity of native VEGF-E is shared by any analogue or variant thereof that is capable of promoting selective 
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110 mM MPOS, pH 7.3, 0.55% (w/v) glucose and 7 mM MgS0 4 ) and grown for approximately 20-30 hours 
at 30 °C with shaking. Samples were removed to verify expression by SDS-PAGE analysis, and the bulk culture 
is centrifuged to pellet the cells. Cell pellets were frozen until purification and refolding. 

E. coli paste from 0.5 to 1 L fermentations (6-10 g pellets) was resuspended in 10 volumes (w/v) in 7 
M guanidine, 20 mM Tris, pH 8 buffer. Solid sodium sulfite and sodium tetrathionate is added to make final 
5 concentrations of 0.1 M and 0.02 M, respectively, and the solution was stirred overnight at 4°C. This step 
results in a denatured protein with all cysteine residues blocked by sulfitolization. The solution was centrifuged 
at 40,000 rpm in a Beckman Ultracentiruge for 30 min. The supernatant was diluted with 3-5 volumes of metal 
chelate column buffer (6 M guanidine, 20 mM Tris, pH 7.4) and filtered through 0.22 micron filters to clarify. 
Depending the clarified extract was loaded onto a 5 ml Qiagen Ni-NT A metal chelate column equilibrated in the 

10 metal chelate column buffer! The column was washed with additional buffer containing 50 mM imidazole 
(Calbiochem, Utrol grade), pH 7.4. The protein was eluted with buffer containing 250 mM imidazole. 
Fractions containing the desired protein were pooled and stored at 4°C. Protein concentration was estimated 
by its absorbance at 280 nm using the calculated extinction coefficient based on its amino acid sequence. 

The proteins were refolded by diluting sample slowly into freshly prepared refolding buffer consisting 

15 of; 20 mM Tris, pH 8.6, 0.3 M NaCl, 2.5 M urea, 5 mM cysteine, 20 mM glycine and 1 mM EDTA. 
Refolding volumes were chosen so that the final protein concentration was between 50 to 100 micrograms/ml. 
The refolding solution was stirred gently at 4°C for 12-36 hours. The refolding reaction was quenched by the 
addition of TFA to a final concentration of 0.4% (pH of approximately 3). Before further purification of the 
protein, the solution was filtered through a 0.22 micron filter and acetonitrile was added to 2-10% final 

20 concentration. The refolded protein was chromatographed on a Poros Rl/H reversed phase column using a 
mobile buffer of 0.1 % TFA with elution with a gradient of acetonitrile from 10 to 80%. Aliquots of fractions 
with A280 absorbance were analyzed on SDS polyacrylamide gels and fractions containing homogeneous 
refolded protein were pooled. Generally, the properly refolded species of most proteins are eluted at the lowest 
concentrations of acetonitrile since those species are the most compact with their hydrophobic interiors shielded 

25 from interaction with the reversed phase resin. Aggregated species are usually eluted at higher acetonitrile 
concentrations. In addition to resolving misfolded forms of proteins from the desired form, the reversed phase 
step also removes endotoxin from the samples. 

Fractions containing the desired folded PRO proteins were pooled and the acetonitrile removed using 
a gentle stream of nitrogen directed at the solution. Proteins were formulated into 20 mM Hepes, pH 6.8 with 

30 0. 14 M sodium chloride and 4% mannitol by dialysis or by gel filtration using G25 Superfine (Pharmacia) resins 
equilibrated in the formulation buffer and sterile filtered. 



EXAMPLE 101 : Expression of PRO Polypeptides in Mammalian Cells 

This example illustrates preparation of a glycosylated form of a desired PRO polypeptide by 
35 recombinant expression in mammalian cells. 

The vector, pRK5 (see EP 307,247, published March 15, 1989), is employed as the expression vector. 

296 
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Optionally, the PRO polypeptide-encoding DNA is ligated into pRK5 with selected restriction enzymes to allow 
insertion of the PRO polypeptide DNA using ligation methods such as described in Sambrook ei al. , supra . The 
resulting vector is called pRK5~PRO polypeptide. 

In one embodiment, the selected host cells may be 293 cells. Human 293 cells (ATCC CCL 1573) are 
grown to confluence in tissue culture plates in medium such as DMEM supplemented with fetal calf serum and 
5 optionally, nutrient components and/or antibiotics. About 10 fig pRK5-PRO polypeptide DNA is mixed with 
about 1 fig DNA encoding the VA RNA gene [Thimmappaya et al. y Cell, 31:543 (1982)] and dissolved in 500 
p\ of 1 mM Tris-HCl, 0. 1 mM EDTA, 0.227 M CaCk To this mixture is added, dropwise, 500 pi of 50 mM 
HEPES (pH 7.35), 280 mM NaCl, 1.5 mM NaP0 4 , and a precipitate is allowed to form for 10 minutes at 25°C. 
The precipitate is suspended and added to the 293 cells and allowed to settle for about four hours at 37°C. The 

10 culture medium is aspirated off and 2 ml of 20% glycerol in PBS is added for 30 seconds. The 293 cells are 
then washed with serum free medium, fresh medium is added and the cells are incubated for about 5 days. 

Approximately 24 hours after the transfections, the culture medium is removed and replaced with culture 
medium (alone) or culture medium containing 200 pCi/ml 35 S-cysteine and 200 ^Ci/ml ^S-methionine, After 
a 12 hour incubation, the conditioned medium is collected, concentrated on a spin filter, and loaded onto a 15% 

15 SDS gel. The processed gel may be dried and exposed to film for a selected period of time to reveal the 
presence of PRO polypeptide. The cultures containing transfected cells may undergo further incubation (in 
serum free medium) and the medium is tested in selected bioassays. 

In an alternative technique, PRO polypeptide may be introduced into 293 cells transiently using the 
dextran sulfate method described by Somparyrac et aL, Proc, Natl. Acad. Sci. , 12:7575 (1981). 293 cells are 

20 grown to maximal density in a spinner flask and .700 pg pRK5-PRO polypeptide DNA is added. The cells are 
first concentrated from the spinner flask by centrifugation and washed with PBS. The DNA-dextran precipitate 
is incubated on the cell pellet for four hours. The cells are treated with 20% glycerol for 90 seconds, washed 
with tissue culture medium, and re -introduced into the spinner flask containing tissue culture medium, 5 /ig/ml 
bovine insulin and 0. 1 pg/ml bovine transferrin. After about four days, the conditioned media is centrifuged 

25 and filtered to remove cells and debris. The sample containing expressed PRO polypeptide can then be 
concentrated and purified by any selected method, such as dialysis and/or column chromatography. 

In another embodiment, PRO polypeptides can be expressed in CHO cells. The pRK5-PRO polypeptide 
can be transfected into CHO cells using known reagents such as CaP0 4 or DEAE-dextran. As described above, 
the cell cultures can be incubated, and the medium replaced with culture medium (alone) or medium containing 

30 a radiolabel such as 35 S-methionine. After determining the presence of PRO polypeptide, the culture medium 
may be replaced with serum free medium. Preferably, the cultures are incubated for about 6 days, and then the 
conditioned medium is harvested. The medium containing the expressed PRO polypeptide can then be 
concentrated and purified by any selected method. 

Epitope-tagged PRO polypeptide may also be expressed in host CHO cells. The PRO polypeptide may 

35 be subcloned out of the pRK5 vector. The subclone insert can undergo PGR to fuse in frame with a selected 
epitope tag such as a poly-his tag into a Baculovirus expression vector. The poly-his tagged PRO polypeptide 
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insert can then be subcloned into a SV40 driven vector containing a selection marker such as DHFR for selection 
of stable clones. Finally, the CHO cells can be transfected (as described above) with the SV40 driven vector. 
Labeling may be performed, as described above, to verify expression. The culture medium containing the 
expressed poly-His tagged PRO polypeptide can then be concentrated and purified by any selected method, such 
as by Ni 2+ -chelate affinity chromatography. 
5 Stable expression in CHO cells was performed using the following procedure. The proteins were 

expressed as an IgG construct (immunoadhesin), in which the coding sequences for the soluble forms (e.g. 
extracellular domains) of the respective proteins were fused to an IgGl constant region sequence containing the 
hinge, CH2 and CH2 domains and/or is a poly-His tagged form. 

Following PGR amplification, the respective DNAs were subcloned in a CHO expression vector using 

10 standard techniques as described in Ausubel et al.-, Current Protocols of Molecular Biology, Unit 3.16, John 
Wiley and Sons (1997). CHO expression vectors are constructed to have compatible restriction sites 5' and 3' 
of the DNA of interest to allow the convenient shuttling of cDNA's. The vector used expression in CHO cells 
is as described in Lucas et al, Nucl. Acids Res. 24: 9 (1774-1779 (1996), and uses the SV40 early 
promoter/enhancer to drive expression of the cDNA of interest and dihydro folate reductase (DHFR). DHFR 

15 expression permits selection for stable maintenance of the plasmid following transfection. 

Twelve micrograms of the desired plasmid DNA were introduced into approximately 10 million CHO 
cells using commercially available transfection reagents Superfect* (Quiagen), Dosper*or Fugene* (Boehringer 
Mannheim). The cells were grown and described in Lucas et al. , supra. Approximately 3 x 10 7 cells are frozen 
in an ampule for further growth and production as described below . 

20 The ampules containing the plasmid DNA were thawed by placement into water bath and mixed by 

vortexing. The contents were pipetted into a centrifuge tube containing 10 mLs of media and centrifuged at 1000 
rpm for 5 minutes. The supernatant was aspirated and the cells were resuspended in 10 mL of selective media 
(0.2 pm filtered PS20 with 5% 0.2 /zm diaftltered fetal bovine serum). The cells were then aliquoted into a 100 
mL spinner containing 90 mL of selective media. After 1-2 days, the cells were transferred into a 250 mL 

25 spinner filled with 150 mL selective growth medium and incubated at 37 °C. After another 2-3 days, a 250 mL, 
500 mL and 2000 mL spinners were seeded with 3 x 10 5 cells/mL. The cell media was exchanged with fresh 
media by centrifugation and resuspension in production medium. Although any suitable CHO media may be 
employed, a production medium described in US Patent No. 5,122,469, issued June 16, 1992 was actually used. 
3L production spinner is seeded at 1 .2 x 10 6 cells/mL. On day 0, the cell number pH were determined. On day 

30 1 , the spinner was sampled and sparging with filtered air was commenced. On day 2, the spinner was sampled, 
the temperature shifted to 33°C, and 30 mL of 500 g/L glucose and 0.6 mL of 10% antifoam (e.g., 35% 
polydimethylsiloxane emulsion, Dow Corning 365 Medical Grade Emulsion). Throughout the production, pH 
was adjusted as necessary to keep at around 7.2. After 10 days, or until viability dropped below 70%, the cell 
culture was harvested by centrifugtion and filtering through a 0.22 filter. The filtrate was either stored at 

35 4°C or immediately loaded onto columns for purification. 
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For the poly-His tagged constructs, the proteins were purified using a Ni-NTA column (Qiagen). 
Before purification, imidazole was added to the conditioned media to a concentration of 5 mM. The conditioned 
media was pumped onto a 6 ml Ni-NTA column equilibrated in 20 mM Hepes, pH 7.4, buffer containing 0.3 
M NaCl and 5 mM imidazole at a flow rate of 4-5 rnl/min. at 4°C. After loading, the column was washed with 
additional equilibration buffer and the protein eluted with equilibration buffer containing 0.25 M imidazole. The 
5 highly purified protein was subsequently desalted into a storage buffer containing 10 mM Hepes, 0. 14 M NaCl 
and 4% mannitol, pH 6.8, with a 25 mi G25 Superfine (Pharmacia) column and stored at -80 °C. 

Immunoadhesin (Fc containing) constructs of were purified from the conditioned media as follows. The 
conditioned medium was pumped onto a 5 ml Protein A column (Pharmacia) which had been equilibrated in 20 
mM Na phosphate buffer, pH 6.8, After loading, the column was washed extensively with equilibration buffer 
10 before elutkm with 100 mM citric acid, pH 3.5. The eluted protein was immediately neutralized by collecting 
1 ml fractions into tubes containing 275 of 1 M Tris buffer, pH 9. The highly purified protein was 
subsequently desalted into storage buffer as described above for the poly-His tagged proteins. The homogeneity 
was assessed by SDS polyacrylamide gels and by N-terminal amino acid sequencing by Edman degradation. 
The following PRO polypeptides were successfully transiently expressed in CHO cells: PRO200, 
15 PRO320, PR0237, PR0273, PR0337, PR0846, PR0363,PR0322, PRO1083, PR0938, PRO1012, PR01114, 
PRO1008 and PRO1075. 

The following PRO polypeptides were successfully transiently expressed in COS cells: PRO 181, 
PR0195, PRO200, PRO320, PR0237, PR0273, PR0285, PR0337, PR0526, PRO540, PR0846, PR0362, 
PR0363, PRO700, PRO707, PR0617, PR0322, PR0719, PRO1083, PR0868, PR0866, PR0768, PR0938, 
20 PRO1012, PR0162, PROl J 14, PR0827, PRO1008 and PRO1075. 

The following PRO polypeptides were successfully stably expressed in CHO cells: PR0181, PRO 195, 
PRO200, PRO320, PR0285, PR0337, PR0846, PR0362, PR0363, PRO707, PR0617, PR0322, PRO1083, 
PR0868, PRO866, PRO 10 17, PR0792, PR0788, PR0938, PRO1012, PR0162, PROl 114, PR0827, 
PRO1008, PRO1075 and PRO103L 

25 

EXAMPLE 102 : Expression of PRO Polypeptides in Yeast 

The following method describes recombinant expression of a desired PRO polypeptide in yeast. 

First, yeast expression vectors are constructed for intracellular production or secretion of PRO 
polypeptides from the ADH2/GAPDH promoter. DNA encoding a desired PRO polypeptide, a selected signal 
30 peptide and the promoter is inserted into suitable restriction enzyme sites in the selected plasmid to direct 
intracellular expression of the PRO polypeptide. For secretion, DNA encoding the PRO polypeptide can be 
cloned into the selected plasmid, together with DNA encoding the ADH2/GAPDH promoter, the yeast alpha- 
factor secretory signal/leader sequence, and linker sequences (if needed) for expression of the PRO polypeptide. 

Yeast cells, such as yeast strain AB1 10, can then be transformed with the expression plasmids described 
35 above and cultured in selected fermentation media. The transformed yeast supernatants can be analyzed by 
precipitation with 10% trichloroacetic acid and separation by SDS-PAGE, followed by staining of the gels with 
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EXAMPLE 108 : Rational Drug Design 

The goal of rational drug design is to produce structural analogs of biologically active polypeptide of 
interest (i.e. , a PRO polypeptide) or of small molecules with which they interact, e.g. , agonists, antagonists, or 
inhibitors. Any of these examples can be used to fashion drugs which are more active or stable forms of the 
PRO polypeptide or which enhance or interfere with the function of the PRO polypeptide in vivo (c.f. , Hodgson, 
5 Bio/Technology. 9: 19-21 (1991)). 

In one approach, the three-dimensional structure of the PRO polypeptide, or of an PRO 
polypeptide-inhibitor complex, is determined by x-ray crystallography, by computer modeling or, most typically, 
by a combination of the two approaches. Both the shape and charges of the PRO polypeptide must be ascertained 
to elucidate the structure and to determine active site(s) of the molecule. Less often, useful information regarding 
10 the structure of the PRO polypeptide may be gained by modeling based on the structure of homologous proteins . 
In both cases, relevant structural information is used to design analogous PRO polypeptide-like molecules or to 
identify efficient inhibitors. Useful examples of rational drug design may include molecules which have improved 
activity or stability as shown by Braxton and Wells, Biochemistry. 3L 7796-7801 (1992) or which act as 
inhibitors, agonists, or antagonists of native peptides as shown by Athauda et al. , J. Biochem. , 1 13:742-746 
15 (1993). 

It is also possible to isolate a target-specific antibody, selected by functional assay, as described above, 
and then to solve its crystal structure. This approach, in principle, yields a pharmacore upon which subsequent 
drug design can be based. It is possible to bypass protein crystallography altogether by generating anti-idiotypic 
antibodies (anti-ids) to a functional, pharmacologically active antibody. As a mirror image of a mirror image, 

20 the binding site of the anti-ids would be expected to be an analog of the original receptor. The anti-id could then 
be used to identify and isolate peptides from banks of chemically or biologically produced peptides. The isolated 
peptides would then act as the pharmacore. 

By virtue of the present invention, sufficient amounts of the PRO polypeptide may be made available 
to perform such analytical studies as X-ray crystallography. In addition, knowledge of the PRO polypeptide 

25 amino acid sequence provided herein will provide guidance to those employing computer modeling techniques 
in place of or in addition to x-ray crystallography. 



EXAMPLE 109: Ability of PRO Polypeptides to Inhibit Vascular Endothelial Growth Factor ( VEGF) Stimulated 
Proliferation of Endothelial Cell Growth 

30 The ability of various PRO polypeptides to inhibit VEGF stimulated proliferation of endothelial cells 

was tested. Specifically, bovine adrenal cortical capillary endothelial (ACE) cells (from primary culture, 
maximum 12-14 passages) were plated on 96- well microtiter plates (Amersham Life Science) at a density of 500 
cells/well per 100 in low glucose DMEM, 10% calf serum, 2 mM glutamine, lxpen/strept and fungizone, 
supplemented with 3 ng/mL VEGF. Controls were plated the same way but some did not include VEGF. A 

35 test sample of the PRO polypeptide of interest was added in a 100 p\ volume for a 200 fii final volume. Cells 
were incubated for 6-7 days at 37 °C. The media was aspirated and the cells washed lx with PBS. An acid 
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